[Abstract] Brown adipose tissue (BAT) has the unique ability to dramatically increase mitochondrial uncoupled fuel oxidation for thermogenesis in response to adrenergic stimulation.
http://www.bio-protocol.org/e1641 2. On the day of experiment, thaw 1x MAS and pre-made substrate solutions described in Recipes section 1. 3. Use at least three technical replicates per condition.
4.
To ensure the quality of the data, make sure that pH is stable throughout the run and that oxygen tension returns to base level after every measurement. http://www.bio-protocol.org/e1641 ii.
For every 100 μl of additional volume as a result of pH titration, add 50 μl 3x
MAS to maintain osmotic strength.
iii. For example, if final volume of the 5 ml succinate solution is 5.1 ml, add 50 μl 3x MAS. This will result in a slight dilution of reagents that should not significantly affect the assay. However, given this variability, we advise preparing a large batch of solution and use the same stocks for all experiments within a given project.
b. For fatty acids, prepare solutions of additives (except carnitine) in 1x MAS buffer and pH with KOH to 7.2 prior to day of the experiment. Sterile filter, aliquot, and store in -20 °C. Add carnitine and fatty acid to solutions on the day of the experiment.
